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5. Contents of Reply 

The Examiner has recognized claims 1 to 6 in the present 
application as neither being novel nor involving any inventive 
step for the following three reasons. 

(1) Document 1 discloses a method for obtaining human 



chondrocyte mass by multilayer culturing chondrocytes 
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isolated from a cartilage piece and a cartilage therapy 
material. Although it is not clearly indicated in 
document 1 that chondrocytes are co-cultured together 
with perichondrium, it is recognized that a cartilage 
5 tissue is generally coated with perichondrium and thus 

a cartilage piece collected by a commonly employed 
method essentially has perichondrium bonded thereto. 
Thus, it is considered that chondrocytes are cultured 
together with perichondrium in the method of document 

10 1 too. Such being the case, the inventions as claimed 

in claims 1 to 6 are not novel. 
(2) Documents 2 and 3 disclose methods of monolayer 
culturing chondrocytes isolated from human cartilage 
pieces. Since it is recognized that these human 

15 cartilage pieces also had perichondrium bonded thereto, 

claims 1 to 4 are not novel for the same reason as 
discussed in ( 1 ) . 
( 3 ) Document 1 discloses that cells are multilayer cultured 
to give a cell mass and the cell mass is embedded in 

20 collagen or the like. Accordingly, it is self-evident 

to multilayer culture chondrocytes, which have been 
monolayer cultured as reported in documents 2 and 3, 
to give a cell mass and embed the cell mass in collagen 
or the like to give a therapy material. Thus, claims 

25 5 and 6 involve no inventive step. 
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However, the applicant cannot accept the Examiner's 
recognition as discussed above. Now, the applicant' s opinions 
will be offered. 
5 To the reason (1): 

1) Concerning "isolation of chondrocytes'' , it is stated 
in document 1 (page 9, lines 1 to 7) : 

"(1) The sampled cartilage tissue is minced; 
(2) kept stationary almost overnight in a medium containing 

10 trypsin at 4°C; 

(3) incubated with type II collagenase for 1 to 6 hours at 

37°C; 

(4) agitated in a BSA-containing medium for several hours, 

and filtered with a 100 |im filter; 
15 (5) to give isolated chondrocytes." (document 1, page 4) 

By the treatments (2) to (4), the chondrocytes are separated 
from the perichondrium and the extracellular tissue, with which 
they have coexisted, and fractionated by the filtration. 

2) In the invention of the present case, on the other 
20 hand, it is stated: 

"1) a cartilage tissue . is excised and diced; 

2) allowed to stand in a medium containing type II collagenase 
at about 4°C overnight and then shaken at 37°C for 4 hours; 

3) thus treated tissue is centrifuged and the obtained 

25 precipitate is employed in the culture." (description of 
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the present case, page 7) 

Compared with the treatment method of document 1, the 
method of the present case differs in "performing no trypsin 
treatment" and "performing no filtration with a filter". In 
5 the method according to the invention of the present case, 
namely, digestion with "trypsin" is not performed to allow the 
coexistence of chondrocytes with perichondrium and 
"centrif ugation" is employed as a substitute for "filtration 
with a filter" to give chondrocytes coexisting with 
10 perichondrium pieces. 

3) Thus, it cannot be concluded "chondrocytes are 
cultured together with perichondrium in the method of document 
1 too". 

15 To the reason (2) : 

1) Document 2 reports a method of isolating and culturing 

an articular cartilage, in particular knee articular cartilage. 

However, it is described therein (page 258, lines 1 to 3) "an 

articular cartilage consists of chondrocytes and 
20 extracellular matrix made of type II collagen,, proteoglycans, 

etc. located around them". That is to say, an articular 

cartilage has no perichondrium. 

The fact "an articular cartilage has no perichondrium" 

is also clearly mentioned in, for example, Hyojun 
25 Seikeigekagaku, 3rd ed., page 27 (Igaku Shoin, published on 
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1998.10.15) (APPENDIX 1). 

Thus, it cannot be concluded "chondrocytes are cultured 
together with perichondrium" in the method of document 2 too. 

2) Document 3 is entitled "Treatment of Deep Cartilage 
5 Defects in the Knee with Autologous Chondrocyte 
Transplantation". Further, it presents "collection and 
cultivation of knee articular cartilage" (page 890, FIG. 1) 
and states "cartilage slices were obtained through an 
arthroscope from - - - the upper - - - of the damaged knee" 
10 (the same page, left column, lines 8 to 12 from the bottom) 
followed by the illustration of the cultivation thereof. 
Therefore, document 3 reports the cultivation of articular 
cartilage, in particular, knee articular chondrocytes too. 

As described above, knee articular cartilage has no 
15 perichondrium and, therefore, it cannot be concluded 
"chondrocytes are cultured together with perichondrium" in the 
method of document 3 too. 

Although "articular cartilage" is cited as an example 
20 of "human cartilage tissue having perichondrium bonded 
thereto" in the description of the present case (page 6, line 
20) , this is a mistake that is to be deleted and corrected in 
the written amendment filed separately. 

25 To the reason (3) : 
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Although the Examiner points out "Document 1 discloses 
that the cells are multilayer cultured to give a cell mass and 
the cell mass is embedded in collagen or the like for fixation . ", 
the cell mass obtained by the culture in document 1 is a mixture 
5 of "human chondrocytes' 7 with "feeder cells, for example, 
chondrogenic-stage perichondral cells from a mammalian fetus, 
especially preferable are chondrogenic-stage perichondral 
. cells from a 13-day-old murine fetus" (document 1, page 2, lines 
18 to 26, in particular, lines 24 to 27) . In contrast, the 

10 cell mass obtained by the culture method of the present 
invention is a mixture of "human chondrocytes with 
perichondrium (cells)" containing no hetero animal cells. 
Namely, it is a "cell mass" free from any risk of rejection 
or unexpected contamination with a virus, etc. That is, the 

15 cell mass obtained by the culture method of the present 
invention obviously differs from the cell mass described in 
document 1. As a result, "a therapy material comprising the 
cells, which are obtained by the culture method according to 
the present invention, embedded in collagen or the like" exerts 

20 a technical merit "being free from any risk of rejection or 
unexpected contamination with a virus, etc." and obviously 
differs from the "therapy material" reported by document 1. 

As discussed above, the applicant asserts that the 
25 present application should be re-examined. 
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6. List of Attached Document 

APPENDIX A: Hyojvn Seikeigekagakv , 3rd ed., page 27, Table of 
Contents and Publication Data (Igaku Shoin 
5 published on 1998,10.15) 
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